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Abstract: Ergot alkaloids are mycotoxins produced by fungi of the genus Claviceps, which 
infect cereal crops and grasses. The uptake of ergot alkaloid contaminated cereal products 
can be lethal to humans and animals. For food safety assessment, analytical techniques are 
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currently used to determine the presence of ergot alkaloids in food and feed samples. 
However, the number of samples which can be analyzed is limited, due to the cost of the 
equipment and the need for skilled personnel. In order to compensate for the lack of rapid 
tests for the detection of ergot alkaloids, the aim of this study was to develop a specific 
recognition element for ergot alkaloids, which could be further applied to produce a 
colorimetric reaction in the presence of these toxins. As recognition elements,  
single-stranded DNA ligands were selected by using an iterative selection procedure 
named SELEX, i.e., Systematic Evolution of Ligands by EXponential enrichment. After 
several selection cycles, the resulting aptamers were cloned and sequenced. A surface 
plasmon resonance analysis enabled determination of the dissociation constants of the 
complexes of aptamers and lysergamine. Dissociation constants in the nanomolar range 
were obtained with three selected aptamers. One of the selected aptamers, having a 
dissociation constant of 44 nM, was linked to gold nanoparticles and it was possible to 
produce a colorimetric reaction in the presence of lysergamine. This system could also be 
applied to small ergot alkaloids in an ergot contaminated flour sample. 
Keywords: single-stranded nucleic acid; ergot alkaloids; SELEX procedure; surface 
plasmon resonance 
 
1. Introduction 
Ergot alkaloids represent a family of more than 40 highly biologically active molecules which can 
have poisoning effects [1]. Although some ergot alkaloids and semi-synthetic derivatives have 
interesting medical properties and are used for medical purposes, most of them are toxic and their 
absorption can be lethal to humans and animals [2–4]. Ergot alkaloids have a common four-membered 
ring called ergoline, which interacts with adrenergic, serotinergic and dopaminergic receptors [5]. The 
ergoline skeleton is substituted on position C8, which supports another more or less elaborated 
chemical group, which is characteristic for each of the different molecules of the family (Figure 1). 
Ergot contaminated food samples contain a mixture of ergot alkaloids, in varying proportions.  
The presence of ergot alkaloids in food and feed samples is currently determined by liquid 
chromatography-mass spectrometry analysis [6]. However, the number of samples which can be 
analyzed is restricted due to the cost of the equipment and the need for skilled personnel. Therefore, 
the aim of this study was to offer a simple and reliable detection method for ergot alkaloids in food and 
environmental samples.  
As recognition elements of sensors, aptamers have emerged in the last two decades and have shown 
an ability to provide reliable sensing tools, and have increasingly gained interest thanks to their 
advantageous features [7]. Aptamers are artificial ligands, made of nucleic acids or peptides, which can 
specifically bind to a target molecule or a family of structurally related compounds. The range of 
possible targets is extremely wide, going from small organic molecules to entire cells or  
bacteria [8–11]. The elaborate and unique tridimensional structure of aptamers allows them to 
specifically recognize their targets with a high sensitivity; they can sometimes distinguish between 
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molecules very close in structure to the target molecule. The synthetic production of aptamers then 
allows the production of billions of different nucleic acid sequences on a large scale and fulfills the 
research requirements for affinity molecules. Another important aspect of the synthetic production of 
aptamers is animal-friendliness, in comparison to antibody production, which usually requires 
extraction from animals. Therefore, aptamers can be considered as innovative recognition tools, 
offering an ethical and cost-effective alternative to antibodies. Finally, nucleic acid aptamers are stable 
molecules and can easily be functionalized, allowing their immobilization onto different supports in 
order to be included as recognition elements in sensors.  
Figure 1. Chemical structures of ergoline and some natural and semi-synthetic ergot alkaloids. 
 
Aptamers are obtained by following an iterative selection procedure called SELEX, i.e., Systematic 
evolution of ligands by EXponential enrichment, which consists of incubation cycles of an aptamer 
library with the target molecule and recovery of the fraction of the library bound to the target 
molecule. In this iterative selection procedure, the pool is enriched in binding material, as the unbound 
fraction of the library used is discarded and the fraction bound to the target molecule is amplified by a 
polymerase chain reaction (PCR) and then used for other selection cycles [12–15]. The complexes of 
aptamers and target molecules can be characterized by surface plasmon resonance (SPR), enabling 
comparison of the binding of the selected aptamers [16]. Further development of the sensors can be 
carried out by optimizing the binding aptamers. 
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As ergot alkaloids are a wide group of molecules, it was firstly necessary to decide whether to select 
an aptamer recognizing specifically one ergot alkaloid, or a more general aptamer able to detect 
several ergot alkaloids. Considering that the composition of ergot alkaloids can vary enormously from 
one sample to another, it was decided to work on the chemical part which is common to all the ergot 
alkaloids, a four-membered ring named ergoline (Figure 1). For this reason, it would have been 
interesting to work on the natural precursor of ergot alkaloids, lysergic acid, which consists of  
an ergoline skeleton supporting a carboxylic acid moiety on atom C8 (Figure 1). Unfortunately,  
lysergic acid, which is also the precursor of the even more potent semi-synthetic lysergic acid 
diethylamide (LSD), has now been discontinued by most of the chemical firms who had produced it. 
Moreover, it was not possible to order such a compound in a European country. The focus of this study 
was therefore directed towards more readily available ergot alkaloids close in structure, metergoline 
and especially lysergamine (Figure 1). These two ergot alkaloids, metergoline [17] and lysergamine, 
are mainly composed of an ergoline skeleton, common to all ergot alkaloids, but which is methylated 
in contrast to the naturally occurring ones. These molecules also contain reactive groups such as a 
primary amine in the case of lysergamine and a non-fully substituted carbamate moiety in the case of 
metergoline. For the selection procedure, lysergamine and metergoline were immobilized onto 
magnetic beads in order to separate the DNA bound to the ergot alkaloids from the rest of the DNA 
library (Figure 2). Counter-selections were performed with quenched magnetic beads in order to 
eliminate the non-specifically bound aptamers. The aptamers selected for ergot alkaloids were 
amplified by PCR and used for the following selection cycles after strand separation of the PCR 
product. After each selection cycle, the aptamers were inserted into vectors grown in Escherichia coli 
and sequenced after a DNA extraction. The dissociation constants of the complexes of the selected 
aptamers and lysergamine were determined by SPR. In this analysis, only lysergamine was tested, 
because its structure is closer to the ergoline ring than metergoline. However, the selection of aptamers 
for metergoline is reported in this article, because it generated the most sensitive aptamer for the 
ergoline structure. A colorimetric test was developed by using this aptamer, which was fixed onto  
gold nanoparticles. The binding of lysergamine or metergoline to the aptamer system with gold 
nanoparticles resulted in precipitation of the complexes, and a color change occurred. The  
aptamer-gold nanoparticles system was applied to test a real sample of ergot contaminated flour, for 
which the same precipitation and color change were observed.  
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Figure 2. Scheme of SELEX procedure (Systematic Evolution of Ligands by EXponential 
enrichment) for ergot alkaloids. (1) Adsorption. A random 80-base ssDNA library is 
incubated with the ergot alkaloid coated magnetic beads. By applying a magnetic stand, the 
fraction of ssDNA which is not bound to the ergot alkaloid coated magnetic beads is 
discarded. (2) Recovery. After washing steps, the fraction of ssDNA bound to the ergot 
alkaloid coated magnetic beads is eluted from the ergot alkaloid coated magnetic beads.  
(3) Amplification. The selected ssDNA aptamers are amplified by polymerase chain 
reaction (PCR) in order to be used as input for the following selection cycle. 
 
2. Results and Discussion 
2.1. Coating of Magnetic Beads with Lysergamine and Metergoline 
In order to select aptamers, it is usually necessary to immobilize the target molecule onto a support, 
in order to separate the single-stranded DNA (ssDNA) bound to the target molecule from the rest of 
the library. Several materials can be used, such as silica columns onto which the target molecule is 
grafted [18], or magnetic beads [19]. Magnetic beads are convenient supports as they can be used with 
rather small quantities of material and are easy to handle from a practical point of view. They form a 
suspension in liquids and they can be incubated in a buffer solution containing the ssDNA library. 
Then, by applying a magnetic stand, the magnetic beads are gathered onto the wall of the tube and the 
supernatant containing the unbound fraction of the library can be easily discarded. The weakly bound 
ssDNA fragments are removed by washing the magnetic beads. The ssDNA bound to the target 
molecule are eluted from the magnetic beads by applying a chelating elution buffer and heating  
the solution. In this work, two ergot alkaloids, lysergamine and metergoline, were fixed onto  
N-hydroxysuccinimide-activated (NHS-activated) magnetic beads. Lysergamine had been previously 
obtained by cleavage of metergoline (Figure 3) in order to obtain a structure closer to that of ergoline, 
moreover possessing a reactive primary amine moiety [20]. The product resulting from metergoline 
cleavage was characterized by mass spectrometry (Figure S1). The protonated molecule at m/z 270.24 
(m/z calculated 270.19) was observed in the mass spectrum, confirming that lysergamine was obtained 
by hydrogenolysis of the benzyloxycarbonyl group of metergoline. The NHS ester groups of the 
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magnetic beads were used to react either with the primary amine of lysergamine or the carbamate 
moiety of metergoline (Figure 4). A solution of ethanolamine was used to quench the unreacted NHS 
esters of the magnetic beads. Ethanolamine quenched magnetic beads were also prepared for  
counter-selections (Figure 4), in order to eliminate the non-specific binding of the aptamers to 
ethanolamine or the rest of the magnetic beads. The coating of magnetic beads was analyzed by 
Fourier transform infrared attenuated total reflection (FTIR-ATR) by evaporating concentrated 
solutions of reagents and products. The advantage of the use of infrared spectroscopy for these types of 
reaction products is that it enables the analysis of surface coating of the magnetic beads and the 
determination of the chemical bonds formed or broken. In this way, it is even possible to find out the 
orientation of the molecules immobilized onto the magnetic beads. Figure 5 shows the infrared 
analysis of the coupling between the amine group of lysergamine and NHS-beads, which was 
characterized by the loss of the peaks of the primary amine (νmax cm−1 3298 and 3355) and the 
formation of an amide bond (νmax cm−1 1679). The stretching of the C–N peak at νmax cm−1 1089 
increased in the spectrum of the lysergamine coated beads, due to the formation of the amide bond. 
The characteristic peaks of lysergamine were found in the spectrum of lysergamine coated beads at 
νmax cm−1: 2968, 2896, 1451, 1422, 1389, 1304, 1049, 880 and 679. The covalent binding of 
lysergamine occurs on the primary amine which is opposite to the methylated ergoline part. It was then 
possible to conclude that the methylated ergoline skeleton was situated on the outer part of the 
magnetic beads, consequently being accessible to the aptamer library in a further step of the selection 
procedure. Figure 6 shows the infrared spectra obtained from the coating of NHS-functionalized 
magnetic beads by metergoline, in which the loss of the N-H stretching peak of the carbamate group at 
νmax cm−1 3400 and an increase of C–N stretching peak at νmax cm−1 1090 due to the new bond formed 
between the magnetic beads and metergoline, were observed. The characteristic absorption peaks of 
metergoline were also found in the spectrum of metergoline coated magnetic beads. It was thus 
possible to determine that the molecules of metergoline were attached to the magnetic beads at the 
center of the molecules, and that both the ergoline skeleton and the other cyclic part were exposed to 
the ssDNA library for the selection procedure.  
Figure 3. Synthesis of lysergamine by hydrogenolysis of the benzyloxycarbonyl group  
of metergoline. 
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Figure 4. Scheme of the coating of N-hydroxysuccinimide-activated (NHS-activated) 
magnetic beads (a) reaction with metergoline (b) reaction with lysergamine (c) reaction 
with ethanolamine. 
 
Figure 5. Infrared spectra of the coating of NHS-functionalized magnetic beads  
with lysergamine. (A) Range from 600 cm−1 to 1800 cm−1 (B) Range from 2600 cm−1 to  
3800 cm−1. (a) Lysergamine (b) Ethanolamine quenched NHS-activated magnetic beads  
(c) Lysergamine coated NHS-activated magnetic beads. 
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Figure 6. Infrared spectra of the coating of NHS-functionalized magnetic beads with 
metergoline. (A) Range from 600 cm−1 to 1800 cm−1 (B) Range from 2600 cm−1 to  
3600 cm−1. (a) Metergoline coated NHS magnetic beads (b) Metergoline (c) Ethanolamine 
quenched NHS magnetic beads. 
 
2.2. Selection of DNA Aptamers for Lysergamine and Metergoline 
Ergot alkaloid coated magnetic beads were used for the selection of aptamers from an 80 base 
ssDNA library, consisting of 40 random nucleotides region flanked by two fixed primer regions of  
20 bases. The selections for lysergamine and metergoline coated beads were carried out in parallel. A 
total of nine selection cycles were performed with metergoline coated beads and seven cycles with 
lysergamine coated beads. Counter-selections with ethanolamine coated magnetic beads were applied 
starting from the second selection cycle, in order to remove the non-specifically bound aptamers. After 
each selection cycle, the recovered ssDNA was amplified and used as input for the following selection 
cycle. The amount of ssDNA recovered after each selection cycle increased consistently; going from 
2% recovery for the first cycle to 87% recovery for the ninth selection cycle for metergoline; and from 
3% recovery to 79% recovery after the seventh selection cycle for lysergamine. The resulting aptamers 
were cloned and sequenced. The dissociation constants were then determined by SPR. The secondary 
structures of three selected aptamers (Figure 7) were determined by Mfold software [21]. After the last 
selection cycles with metergoline and lysergamine, it was observed that more than 80% of the selected 
aptamers had a common motif made of consecutive C bases (from 3 to 6). As a random ssDNA library 
was used, it was observed that the pools were enriched in C bases after the selection procedure. 
Therefore, it could be suggested that motifs of consecutive C bases play a role as binding sites in the 
recognition of lysergamine and metergoline. In the literature, several aptamers were found to be 
enriched in one of the bases. For instance, G rich aptamers were reported for various target  
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molecules [22–26]. The fact that one of the bases is significantly increased can be linked with the 
interaction of the aptamer with the target molecule. These regions are usually identified as binding 
sites or parts of them. For instance, a conformational change of the G-quartet of the thrombin aptamer 
was observed upon binding [25]. Some other studies on different target molecules have reported slight 
increments of one of the other nucleic acid bases, such as T or C [27,28]. 
Figure 7. Secondary structures of three aptamers selected for metergoline and lysergamine 
calculated by Mfold software with the predicted binding sites with common motifs of C 
bases in green areas. (A) Aptamer M3.2 (B) Aptamer L5.2 (C) Aptamer L5.7. 
 
2.3. SPR Analysis of the Complexes of Aptamers and Lysergamine 
2.3.1. Coating of SPR Streptavidin Chip with Biotinylated Derivatives of Lysergamine and Ethanolamine 
As the focus of the study was to determine the binding between the selected aptamers towards the 
methylated ergoline part, only lysergamine was used in the SPR analysis. The aptamers obtained from 
the selections for lysergamine and metergoline were tested. This way, it was possible to discard the 
aptamers binding to the phenyl part of metergoline. In order to immobilize the target molecule onto a 
SPR chip, the (strept)avidin/biotin interaction has often been used due to its efficiency and 
convenience of use for the immobilization of the target molecule. Several coupling reactions can be 
used to obtain a biotinylated derivative of the target molecule [29]. For this purpose, a biotinylated 
derivative of lysergamine with a NHS-polyethylene glycol-biotin (NHS-PEG4-biotin) linker was prepared 
(Figure S2) in order to coat a streptavidin coated SPR chip. An ethanolamine quenched linker was also 
prepared with a NHS-PEG4-biotin linker and was injected onto a streptavidin SPR chip as a reference 
(Figure S3). The reaction products, biotinylated linker with lysergamine or ethanolamine, were 
analyzed using mass spectrometry in positive mode (Figures S4 and S5), in which the protonated 
reaction product lysergamine-PEG4-biotin was found at m/z 743.41 (m/z calculated 743.41) and the 
protonated reaction product ethanolamine-PEG4-biotin was found at m/z 535.29 (m/z calculated 
535.28). These two reaction products were injected into different channels of the SPR chip with the 
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same parameters (concentration, flow, injection time). The different solutions of aptamers were  
passed through the coated surfaces and the responses were calculated by subtracting the reference 
measurement from the sample measurement. The SPR responses obtained for the coating with 
biotinylated lysergamine was in the range of 500 resonance units (RU), and in the range of 350 RU for 
the biotinylated ethanolamine, which is a smaller molecule and therefore gives a lower response. 
2.3.2. SPR Measurements 
The dissociation constants of the complexes of lysergamine and aptamers were determined by  
least-squares fitting of the values of the responses given by the SPR analysis with a non-linear 
regression of the following equation: 
with y, the degree of saturation; Bmax, the number of maximum binding sites; Kd, the dissociation 
constant and x, the concentration of ssDNA aptamer. 
For the SPR analysis, different concentrations of the selected aptamers were injected onto a 
streptavidin surface coated with lysergamine. The responses obtained for ethanolamine were 
subtracted from the responses obtained for lysergamine. Triplicates of the measurements were 
performed with each different aptamer. Other references were tested, such as a non-modified 
streptavidin surface and a streptavidin surface coated with biotin. However, these two latter references 
gave lower responses (<5 RU) than the ones obtained for ethanolamine (<10 RU). Therefore, only the 
ethanolamine coated streptavidin surface was considered for the determination of Kds in the binding 
assay. As shown in Figure 8 and Table 1, aptamer M3.2 had a Bmax of 205.2 RU, representing 
approximately one third of the values obtained for L5.2 and L5.7, respectively 575.8 and 531 RU. The 
three selected aptamers had dissociation constants (Kds) ranging from 44 nM2 for aptamer M3.2 to  
499 nM for aptamers L5.2 and L5.7 (Table 1). These three aptamers represent sensitive ligands for 
lysergamine, as the dissociation constants (Kds) obtained for the complexes are to be found in the 
nanomolar range. These results are in accordance with those reported in the literature, usually ranging 
from millimolar to picomolar range for the most sensitive aptamers [9,30]. The best fit for the values 
obtained for aptamer M3.2 corresponded to a model with two binding sites, instead of a model with 
one binding site for aptamers L5.2 and L5.7. The fact the aptamer M3.2 gave the lowest dissociation 
constant (Kd) and is in accordance with the primary structures of the sequences obtained from the 
selected aptamers, in which two common motifs of consecutive C bases were found in this aptamer, 
and the same common motif was present only once in the two other aptamers selected. The value of 
Bmax obtained for aptamer M3.2, representing one third of the values obtained for the other aptamers 
and not a half as expected, can be explained by considering that the binding of this aptamer to two 
molecules of lysergamine can cover the area of three molecules of lysergamine on the SPR chip. 
[y = Bmax × x/(Kd + x)] (1) 
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Figure 8. SPR responses of the aptamers binding to lysergamine. 
 
Table 1. Calculations by GraphPad Prism of the dissociations constants (Kds) of complexes 
of lysergamine and the selected aptamers. 
Fitting Model Two-site specific binding One-site specific binding 
Best fit values for Aptamer M3.2 Aptamer L5.2 Aptamer L5.7 
Bmax (RU) 205.2 585.8 531.0 
Kd 44 nmol2/L2 73 nmol/L 499 nmol/L 
R2 0.997 0.993 0.991 
Number of points analyzed 6 7 6 
Degree of freedom 2 5 4 
2.4. Colorimetric Reaction with Gold Nanoparticles 
Aptamers can be linked to gold nanoparticles by following the methodology elaborated by Liu and 
Lu [31,32] in order to produce a colorimetric reaction in the presence of the target of interest. For this, 
the selected aptamer is hybridized to two small DNA fragments linked to colloidal gold by a thiol 
bond. Upon binding to the target molecule, a conformational change in the aptamer can occur. This 
conformational change can lead to a modification of the chemical environment surrounding the gold 
nanoparticles, inducing a color change of the solution. Once the modified version of aptamer M3.2 was 
fixed onto gold nanoparticles, solutions of different ergot alkaloids in dimethylformamide (DMF) were 
tested: lysergamine, metergoline, ergocornine and an extract of ergot contaminated flour containing 
several ergot alkaloids such as ergometrine, ergosine, ergotamine, ergocornine, ergokryptine, 
ergocristine and their epimers in various proportions (Figure 9). As the ergoline skeleton of ergot 
alkaloids contains a two-membered ring structure named indole, several compounds having an indole 
group which could be possibly found in food samples, such as L-tryptophan, gramine and tryptamine 
were also tested (Figure 9). In addition, another molecule differing from ergot alkaloids and containing 
a phenyl group, chloramphenicol, was also tested (Figure 9). The solutions of the different compounds 
were prepared in DMF with a concentration of 50 mM and for each sample, 1 μL was taken and placed 
in the tubes containing the solution of aptamers linked to gold nanoparticles. A rather high 
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concentration of compounds was chosen in order to provide a qualitative assay clear enough to be seen 
by the naked eye. The colorimetric test was performed with a diluted solution of gold nanoparticles 
(Series I) and was measured by UV-Vis spectroscopy. A second set of samples was prepared with a 
more concentrated solution of gold nanoparticles and some of the compounds from Series I.  
Figure 10 shows the results of the colorimetric assay with aptamer M3.2 linked to gold nanoparticles, 
in which a precipitate was obtained with lysergamine (sample 3), metergoline (sample 4) and the ergot 
contaminated flour extract (sample 10); and a color change occurred in the presence of lysergamine 
and the ergot contaminated flour extract. The color change was much less pronounced in the case of 
metergoline (sample 3). The other molecules tested: the solvent DMF (sample 2), ergocornine  
(sample 5), L-tryptophan (sample 6), tryptamine (sample 7), gramine (sample 8), and chloramphenicol 
(sample 9), did not generate any change. In Figure 11, the UV-Vis spectra are presented of the 
different solutions of samples 1 to 10. In this analysis, it was observed that the solution of gold 
nanoparticles linked to aptamer M3.2 (sample 1) had a maximum absorption at 525 nm. The same 
absorption profile was also obtained for samples 2, 5, 6, 7, 8 and 9; containing respectively: the solvent 
DMF, ergocornine, L-tryptophan, tryptamine, gramine and chloramphenicol. In the case of 
lysergamine (sample 4) and the extract of a contaminated sample of flour (sample 10), the maximum 
absorption was shifted to 600 nm. In the case of metergoline (sample 3), a fading of the absorption 
peak between 530 nm and 600 nm was observed. From this colorimetric assay, it was possible to 
conclude that aptamer M3.2 could generate a specific binding reaction in the presence of ergot 
alkaloids and that it was able to distinguish between the different ergot alkaloids tested. First, in the 
case of lysergamine, it was suggested that two molecules of lysergamine could saturate the two 
binding sites of aptamers M3.2, resulting in the formation of a purple precipitate and a shift of the  
UV-Vis absorption spectrum. In the case of metergoline, which is more voluminous than lysergamine, 
it was concluded that only one binding site of aptamer M3.2 was occupied, resulting in the formation 
of a precipitate with a much reduced color change. The difference in behavior towards lysergamine 
and metergoline is highlighted in Series II (Figure 10), in which a more concentrated solution of 
aptamers linked to gold nanoparticles was used for the colorimetric assay, enabling the evaluation with 
the naked eye of the difference in color of the precipitates obtained with these two different molecules. 
As aptamer M3.2 was originally selected for metergoline, and not lysergamine, it was supposed that 
one of the two binding sites of aptamer M3.2 was disabled by the linkage to gold nanoparticles in the 
colorimetric assay and that only smaller molecules than metergoline could fit the second binding site. 
The sample of ergot contaminated flour extract (sample 10) gave a strong color change and a shift in 
the absorption spectrum from 525 nm to 600 nm as well as showing lysergamine, even though this 
sample did not contain any molecules of lysergamine, but a mixture of different natural ergot alkaloids 
(Table 2). As the sample of ergocornine (sample 5), did not lead to any change, it is supposed that the 
aptamer did not interact with such a compound in the real ergot sample, nor the other voluminous ergot 
alkaloids such as ergosine, ergotamine or ergokryptine (Figure 9). It was then concluded that the 
aptamer M3.2 could interact with small natural ergot alkaloids such as ergometrine (Figure 9), having 
a structure and size close to those of lysergamine. The interfering compounds having an indole group; 
such as gramine, L-tryptophan or gramine; did not generate any change. It was then possible to deduce 
that aptamer M3.2 was specific to the ergoline structure, with or without a methylation on position N1. 
Regarding specificity, the team of Rankin et al. [33] showed that aptamers could reach a very high 
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level of specificity and reported an aptamer distinguishing molecules only differing by a methyl group. 
In our study, the methylation of the ergoline skeleton was not the discriminating factor, but rather the 
size of the ergot alkaloid tested. The specificity could be expressed as being restricted to molecules 
possessing an ergoline ring and smaller in size than metergoline. 
Figure 9. Chemical structures of the compounds tested in the colorimetric reaction 
assigned with the sample number of the assay. 
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Figure 10. Colorimetric reaction based on gold nanoparticles linked to aptamer M3.2.  
(1) Reference, no compound added (2) DMF (3) Metergoline (4) Lysergamine  
(5) Ergocornine (6) L-Tryptophan (7) Tryptamine (8) Gramine (9) Chloramphenicol  
(10) Ergot contaminated flour sample. 
 
Figure 11. UV-Vis absorbance spectra of samples 1 to 10 from Series I, range from  
400 nm to 800 nm. 
 
Table 2. Ergot composition of ergot contaminated flour sample (sample 10), determined by 
LC-MS [34]. 
Ergot alkaloid Concentration (μg/kg) Total epimers % of ergot alkaloid content 
Ergometrine 106 132 4.3 Ergometrinine 26 
Ergosine 1567 1567 51 Ergosinine <LOQ 
Ergotamine 22 24 0.8 Ergotaminine 2 
Ergocornine 65 84 2.7 Ergocorninine 19 
Ergokryptine 1251 1259 41 Ergokryptinine 8 
Ergocristine <LOQ 3 0.1 Ergocristinine 3 
Total 3068 3068 100 
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3. Experimental Section  
3.1. Coating of Magnetic Beads with Lysergamine and Metergoline 
3.1.1. Production of Lysergamine and Preparation of Lysergamine Coated Beads 
In order to obtain a more reactive ergot alkaloid, metergoline was transformed into lysergamine 
(Figure 3) by hydrogenolysis in a Parr apparatus [20]. In a flask, 50 mg of 10% Pd/C (Sigma Aldrich, 
Bornem, Belgium) were suspended in 15 mL of methanol and 250 mg of metergoline were added after 
dissolution in 2 mL of methanol. While stirring, the mixture was sparged with a slow stream of 
hydrogen gas (2.06 Bar) for 16 h at room temperature (RT). The reaction mixture was filtered through 
celite and the solvent was evaporated under reduced pressure by using a rotary evaporator. As an oil 
was obtained, ethyl acetate was added to the product and subsequently evaporated, resulting in a white 
to light yellow powder of lysergamine. The product resulting from metergoline cleavage was 
characterized using mass spectrometry in positive mode. The sample was prepared by diluting 2 μL of 
the reaction mixture in 198 μL of acetonitrile. For the analysis, 5 μL of this solution were injected in a 
0.2 mL/min flow of acetonitrile with 0.1% formic acid on an Acquity UPLC system (Waters, Elstree, 
UK). The mass spectra were recorded using electrospray ionization in positive ion mode using a  
Xevo TQ MS system (Waters, Elstree, UK). 
3.1.2. Preparation of Lysergamine Coated Magnetic Beads 
A suspension of NHS-activated magnetic beads (Invitrogen, Merelbeke, Belgium) was prepared by 
washing a quantity of 2 × 109 magnetic beads with 0.3 mL of dry DMF and placing them in 0.5 mL of 
dry DMF. Then, 5 mg of lysergamine were added, after dissolution in 0.4 mL of dry DMF. The 
mixture was stirred for 24 h at RT. By applying a magnet, the supernatant was removed and a quench 
solution of 2 μL of ethanolamine in 0.6 mL of dry DMF was added to the magnetic beads and the 
mixture was stirred for 5 h at RT. After applying a magnet, the supernatant was discarded; the 
magnetic beads were then washed 5 times with 0.3 mL of DMF and finally placed in 0.4 mL of DMF. 
3.1.3. Preparation of Metergoline Coated Magnetic Beads 
In order to coat magnetic beads with metergoline, 5 mg (1.24 × 10−5 mol) of metergoline  
(Sigma Aldrich, Bornem, Belgium) were dissolved in 0.4 mL of dry DMF and placed in a suspension 
of 2 × 109 NHS-activated magnetic beads (Invitrogen, Merelbeke, Belgium), previously washed with 
dry DMF and placed in 0.5 mL of dry DMF. The mixture was stirred for 24 h at RT. After applying a 
magnet, the supernatant containing the excess of metergoline was removed. A solution of 2 μL of 
ethanolamine in 0.6 mL of DMF was added to the magnetic beads in order to quench the unreacted 
NHS groups and the mixture was stirred for 4 h at RT. After applying a magnet, the coated magnetic 
beads were washed 5 times with DMF before being placed in 0.4 mL of DMF.  
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3.1.4. Preparation of Ethanolamine Coated Beads 
Quenched magnetic beads were prepared by adding a solution of 5 μL ethanolamine in 0.6 mL of 
dry DMF to a suspension of 2 × 109 NHS-functionalized magnetic beads in 0.3 mL of dry DMF. The 
mixture was stirred for 4 h at RT. By applying a magnet, the supernatant was discarded and the 
ethanolamine coated magnetic beads were washed 5 times with 0.3 mL of DMF, and were finally 
placed in 0.4 mL of DMF. 
All the coating reactions were characterized by infrared spectroscopy with an FTIR-ATR 
spectrometer (Vector 22 Brücker, Zürich, Switzerland). For each sample, 80 μL of the coated magnetic 
bead solutions were taken and after applying a magnetic stand, the solvent was discarded. The coated 
magnetic beads were washed with ethanol and placed in 10 μL of ethanol. The concentrated solutions 
of coated magnetic beads in ethanol were evaporated onto the infrared chip for the analysis. 
3.2. Selection of DNA Aptamers for Lysergamine and Metergoline 
3.2.1. Selection Procedure 
The first selection cycle was performed directly with the magnetic beads coated with lysergamine or 
metergoline. All the other selection cycles were performed after a counter-selection with ethanolamine 
coated magnetic beads. A counter-selection was not performed for the first selection cycle as the 
amount of ssDNA recovered, which is in the range of 2% of the amount of library used, would be too 
low to amplify. However, starting from the second selection cycle, the counter-selection step was 
really crucial to remove the non-specifically binding aptamers. For the first selection cycle, 
metergoline or lysergamine coated beads were incubated with the ssDNA library. For this, 15 μg of an 
80-base DNA library having the following structure 5'-AGCAGCACAGAGGTCAGATG-N40-
CCTATGCGTGCTACCGTGAA-3' (Eurogentec, Seraing, Belgium) was placed in 0.5 mL of binding 
buffer (100 mM NaCl; 20 mM Tris-HCl pH 7.6; 5 mM KCl; 2 mM MgCl2, 6H2O; 1 mM CaCl2, 2H2O) 
with an amount of 1 × 108 metergoline or lysergamine coated magnetic beads, re-suspended in 0.3 mL 
of binding buffer. The mixture was gently stirred for 30 min at RT. For the following selection cycles, 
the new pool of ssDNA was first placed in a suspension of 1 × 108 ethanolamine coated magnetic 
beads in binding buffer. By applying a magnet, the supernatant containing the ssDNA fraction not 
bound to the ethanolamine beads was taken and placed in a suspension of 0.1 mL of 1 × 108 ergot 
alkaloids coated magnetic beads in binding buffer. The mixture was gently stirred for 40 min at RT.  
3.2.2. Elution of ssDNA 
After applying a magnet, the supernatant was discarded and the beads were washed twice with the 
binding buffer. The ssDNA fraction bound to the ergot alkaloid coated magnetic beads was eluted with 
3 × 0.2 mL of elution buffer (3.5 M urea, 40 mM Tris-HCl, 10 mM EDTA, 0.02% Tween 20) by 
stirring gently (300 rpm) for 10 min at 80 °C (Eppendorf Thermomixer, Rotselaar, Belgium).  
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3.2.3. Precipitation of ssDNA 
The eluted ssDNA was precipitated by adding 60 μL of 3 M sodium acetate (10% volume of elution 
buffer) and 1 mL of ice-cold ethanol. This solution was placed at −80 °C for 1 h to ensure complete 
precipitation. The solution was centrifuged at 13,000 rpm at 4 °C for 20 min in order to concentrate the 
DNA. The supernatant was discarded leaving approximately 50 μL of solution in the tube. Then, 1 mL 
of 70% ice-cold ethanol in water was added and the solution was centrifuged at 13,000 rpm at 4 °C for 
25 min. Again, the supernatant was discarded leaving 50 μL of solution in the tube and this latter step 
was repeated twice. The ethanol solution was evaporated in a speed vacuum device at 30 °C for  
10 min. The resulting DNA pellet was re-suspended in 15 μL of water (18.2 megohms/cm). The 
amount of ssDNA obtained from the selection was analyzed with a UV-Vis spectrophotometer 
(Nanodrop, Erembodegem, Belgium) in order to determine the recovery rate. 
3.2.4. Amplification of the selected ssDNA aptamers by PCR 
The ssDNA recovered from the selection procedure was amplified by PCR by using a thermostable 
Taq polymerase, PCR buffer, 10 mM dNTP solution and 25 mM MgCl2 solution (Fermentas,  
St Leon-Rot, Germany). The set of primers used for the PCR: 5'-AGCAGCACAGAGGTCAGATG-3' 
(forward primer) and 5'-TTCACGGTAGCACGCATAGG-3' (reverse primer), was provided by 
Eurogentec (Seraing, Belgium). In each vial, 6 μL of the ssDNA solution were placed in 20 μL water 
(18.2 megohms/cm). Then, the following solutions were added to the DNA template: 5 μL of PCR 
buffer, 3.5 μL of 10 mM dNTP, 11 μL of 25 mM MgCl2, 0.5 μL of 100 μM solution of forward primer, 
0.5 μL of 100 μM solution of reverse primer and 0.8 μL of Taq polymerase (5 U/μL). The mixture was 
placed in a thermocycler (Mastercycler personal Eppendorf VWR, Leuven, Belgium) with the 
following temperature profile: heating at 94 °C over 6 min for the initial denaturation step, followed by 
18 cycles of 94 °C for 30 s, 55 °C for 30 s, 72 °C for 20 s, followed by a final elongation step of 72 °C 
over 1 min 30 s. The Taq polymerase was added to the PCR reaction mixture after 4 min of the initial 
denaturation step. A gel-electrophoresis of the PCR product was performed after each PCR. A 2% 
agarose gel was prepared in 1× Tris-acetate-EDTA (TAE) buffer with 10 μL of ethidium bromide for 
100 mL of buffer. In each well of the agarose gel, 20 μL of PCR solution were placed after staining 
with a loading dye. A 50 base pair DNA ladder was used to check the length of the PCR product. 
3.2.5. Preparation of ssDNA from Biotinylated PCR Product 
A part of the double-stranded DNA obtained from the PCR was amplified with a reverse 
biotinylated primer (Eurogentec, Seraing, Belgium) in order to separate the strands of the PCR product 
by using streptavidin magnetic beads (Dynabeads M-280 Streptavidin, Invitrogen, Merelbeke, 
Belgium), with a ratio of 0.1 mg of magnetic beads for 1 μg of dsDNA. The streptavidin magnetic 
beads were washed with 1× binding and washing (B & W) buffer (5 mM tris-HCl pH 7.5, 0.5 mM 
EDTA, 1 M NaCl) and resuspended in 2× B & W buffer to a concentration of 5 μg/μL. An equal 
amount of water solution of dsDNA was added to the solution of the streptavidin magnetic beads and 
the mixture was gently stirred for 25 min at RT. By applying a magnet, the magnetic beads were 
gathered onto the tube wall and the supernatant was discarded. The beads were washed twice with  
Int. J. Mol. Sci. 2012, 13 17155 
 
 
1× B & W buffer and re-suspended in 0.15 M NaOH for 5 min at 37 °C in order to release the  
non-biotinylated DNA strand. After applying a magnet, the solution was placed in a clean vial and 
immediately neutralized with an equal amount of 0.15 M acetic acid. The DNA was precipitated by 
adding 10% volume of 3 M sodium acetate and ice-cold ethanol to give a ratio of 70% in the final 
solution. This solution was incubated at −80 °C for one hour and then centrifuged at 13,000 rpm at  
4 °C for 20 min. The solution was discarded; leaving approximately 50 μL at the bottom of the tube 
and 70% ethanol was added to the DNA pellet. The solution was centrifuged again with the same 
conditions and the step was repeated. The supernatant was discarded, leaving 50 μL of solution, which 
was evaporated in a speed vacuum device (Eppendorf Concentrator 5301, VWR, Leuven, Belgium). 
The ssDNA was re-suspended in water and the concentration was determined by UV-Vis spectroscopy 
(Nanodrop, Thermo scientific, Erembodegem, Belgium).  
3.2.6. Cloning and Sequencing of Aptamers 
After each selection cycle, a part of the ssDNA selected was amplified by PCR with non-modified 
primers and cloned into the vector pCR2.1-TOPO (TOPO TA cloning kit, Invitrogen, Merelbeke, 
Belgium) and transformed in Escherichia coli TOP 10 competent cells. The colonies containing the 
aptamer sequences were picked and the plasmid DNA was extracted by using a plasmid extraction kit 
(QIAprep Spin Miniprep kit, Qiagen, Venlo, Netherlands). After DNA purification, the plasmid DNA 
was sequenced (VIB Genetic Service Facility, Antwerp, Belgium). The secondary structures of the 
aptamers were determined using Mfold software developed by Zucker [21] in order to calculate the 
lowest energy levels of the secondary structures formed by the aptamers. 
3.3. SPR Analysis of the Complexes of Aptamers and Lysergamine 
3.3.1. Preparation of Biotinylated Lysergamine Linker 
In order to prepare the biotinylated derivative of lysergamine to be used with streptavidin SPR chip,  
6 mg (2.22 × 10−5 mol) of lysergamine were dissolved in 0.25 mL of dry DMF and a solution of 2 mg 
(3.4 × 10−6 mol) of NHS-PEG4-biotin linker (EZ-Link, Thermo Scientific, Belgium) in 0.25 mL of dry 
DMF was added. The mixture was stirred for 24 h at RT.  
3.3.2. Preparation of Biotinylated Ethanolamine Linker 
As a reference material, a NHS-PEG4-linker quenched with ethanolamine was prepared by 
dissolving 3 mg (4.97 × 10−5 mol) of ethanolamine (Sigma Aldrich, Belgium) in 0.25 μL of dry DMF 
and adding 2 mg (3.4 × 10−6 mol) of NHS-PEG4-biotin linker dissolved in 0.25 mL of dry DMF. The 
reaction mixture was stirred for 5 h at RT. 
The products obtained from the reaction between the biotinylated linker and lysergamine or 
ethanolamine were characterized using mass spectrometry by placing 2 μL of the reaction mixtures in 
198 μL of acetonitrile. For each sample, 5 μL were injected into a 0.2 mL/min flow of acetonitrile with 
0.1% formic acid on an Acquity UPLC system (Waters, Elstree, UK). The mass spectra were recorded 
using electrospray ionization in positive ion mode on a Xevo TQ MS system (Waters, Elstree, UK). 
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3.3.3. Coating SPR Chip with Biotinylated Linkers 
As streptavidin supports restrict the use of organic solvents, 75 μL from each of the reaction 
mixtures were diluted in 300 μL of HBS-EP buffer (10 mM HEPES pH 7.4, 150 mM NaCl, 3.4 mM 
ethylenediaminetetraacetic acid (EDTA), 0.005% surfactant P20), in order to obtain a ratio of 25% of 
DMF in the final solution, which was then injected into the SPR chip (Biacore GE Healthcare, 
Diegem, Belgium). In the SPR device (Biacore, GE Healthcare, Diegem, Belgium), a streptavidin chip 
was used and 120 μL of the two different coating solutions were injected with a flow of 5 μL/min.  
After the coating reaction, the HBS-EP buffer was replaced by a continuous flow of binding buffer 
and the solutions of the different aptamers in binding buffer were loaded onto the coated SPR chip. 
The lysergamine coated surfaces were regenerated by applying pulses of 5 M urea. 
The analysis of the binding of ssDNA aptamers to the lysergamine coated surface was compared 
with the binding to the ethanolamine coated surface, which was the most relevant reference for this 
analysis. However, several other references were tested such as a biotin coated streptavidin surface and 
a non-modified streptavidin surface. 
3.4. Colorimetric Reaction with Aptamer Linker to Gold Nanoparticles 
The procedure developed by Liu and Lu [31,32] was followed with the aptamer selected for ergot 
alkaloids. The following labeled DNA sequences (Eurogentec, Belgium) were used in the colorimetric 
reaction: 5'-ACTCATCTGTGAAGAGAAGCAGCACAGAGGTCAGATGTCCGTCAGCCCCGATC 
GCCATCCAGGGACTCCCCCCTATGCCTATGCGTGCTACCGTGAA-3' (modified aptamer M3.2), 
5'-TCACAGATGAGT-C3-SH-3' (3'-SH oligo) and 5'-SH-C6-TGCTGCTTCTCT-3' (5'-SH oligo). In a 
microcentrifuge tube were placed 1.6 μL of 1 mM 3'-SH oligo and 7.4 μL of water. In a second 
microcentrifuge tube, 1.6 μL of 1 mM 5'-SH oligo was placed in 7.4 μL of water. Then, 1 μL of  
500 mM acetate buffer (pH 5.2) and 1.5 μL of tris(2-carboxyethylphosphine) TCEP-HCl (Perbio 
Science, Erembodegem, Belgium) were added to each tube to activate the thiol moiety. After 1 h of 
activation, 3 mL of 15 nm colloidal gold solution were added to each tube containing TCEP-activated 
oligos and the mixtures were gently shaken. The tubes were stored in a drawer for 24 h. Then, 30 μL of 
500 mM Tris acetate buffer (pH 8.2) were added dropwise to each tube, followed by the addition of 
300 μL of 1 M NaCl. The tubes were stored for another day. The functionalized particles were 
centrifuged at 13,000 rpm for 15 min at RT. The supernatant was discarded and the particles were 
dispersed in 200 μL of 100 mM NaCl buffer. The two solutions of functionalized gold nanoparticles 
were mixed together. Then, 10 μL of 10 μM modified aptamer M3.2 were added and the mixtures were 
incubated at 4 °C overnight. The aggregates were centrifuged at 2000 rpm for 1 min at RT. The 
supernatant was discarded and the aggregates were dispersed in 500 μL of 300 mM NaCl buffer. For 
the optimization of salt concentration, 50 μL of the aggregates solution were taken for each analysis. 
The phase transition of the aptamer-gold nanoparticle aggregates was studied by recording the UV 
absorption at 260 nm as a function of the temperature with different NaCl concentrations (from  
150 mM to 300 mM) in order to find the appropriate NaCl concentration for which the UV-Vis 
absorption increases sharply at RT. An optimal concentration of 250 mM NaCl was found, as the 
melting temperature obtained with this parameter was the closest to RT (~23 °C). For the final test, 
Int. J. Mol. Sci. 2012, 13 17157 
 
 
two series of samples with different concentrations of gold nanoparticles solutions were prepared: a 
concentrated solution (Series II), in which 30 μL of aggregates solution were taken and the NaCl 
concentration adjusted to 250 mM by adding 100 mM NaCl buffer; and a more diluted series of 40 μL 
of solution of gold nanoparticles diluted twice (Series I), with a final NaCl concentration of 250 mM. 
For the specificity test, each compound was prepared in a solution of DMF with a concentration of  
50 mM and 1 μL of each of the solutions was added to the test tubes containing the aptamer-gold 
nanoparticles system. The sample of ergot contaminated flour was obtained by adding 300 mg of 
contaminated flour sample, provided by the European Food Safety Authority (sample EFSA/82/RE), to 
500 μL of DMF and vortexing for 1 min. In this way, the ergot alkaloids were extracted from the flour 
sample and 1 μL of the solution was used for the test. A preliminary test with DMF only was also 
performed and did not show any effect on the aptamer-gold nanoparticles system. The UV-Vis spectra 
of the samples from Series I were measured with a Synergy Mx UV-Vis spectrophotometer  
(Biotek, Bad Friedrichshall, Germany), and were analyzed using Gen5 software. 
4. Conclusions 
In order to produce a recognition element for ergot alkaloids which can be included in a biosensor, 
aptamers were selected for two ergot alkaloids, metergoline and lysergamine, by using the iterative 
selection procedure SELEX. It was possible to isolate, amplify and sequence aptamers binding to 
metergoline and lysergamine. The complexes of the selected aptamers and lysergamine were 
characterized by SPR. The selected aptamers have dissociation constants in the nanomolar range, the 
best one reaching 44 nmol2/L2 for aptamer M3.2. This aptamer possesses two common motifs of  
C bases, predicted to be two binding sites. The mathematical analysis confirmed the presence of two 
binding sites with a lower Bmax and a lower Kd than the other aptamers tested. This aptamer, which has 
a high sensitivity for lysergamine, is the first one to our knowledge reported for ergot alkaloids. A 
colorimetric reaction could be achieved with aptamer M3.2 linked to gold nanoparticles and a specific 
color change was observed in the presence of lysergamine and small ergot alkaloids. This system can 
be developed further with the construction of a dipstick test using lateral flow diffusion. Other 
transducing techniques (electrochemical, piezoelectric, optical, etc.) can be used with this aptamer as 
recognition element for the development of different sensing formats. We believe in the potential of 
this aptamer for applications in the future regarding the detection of small ergot alkaloids. 
Acknowledgments 
This study was funded by the Federal Public Service of Health, Food Chain Safety and 
Environment (FOD) project Ergot RF6204. 
The authors thank the Hercules foundation for funding the mass spectrometer.  
Tom Rauws (University of Antwerp) is acknowledged for his support in organic synthesis. 
We also greatly appreciated the help of Norbert Hancke (University of Antwerp) for the mass 
spectrometry analyses. 
Finally, the authors would like to express their gratitude to the editor of the journal in charge of the 
submission of this work and the unknown reviewers for their help in the elaboration of this manuscript 
and their contribution to its scientific correctness. 
Int. J. Mol. Sci. 2012, 13 17158 
 
 
References  
1. Scott, P. Analysis of ergot alkaloids—A review. Mycotoxin Res. 2007, 23, 113–121. 
2. Van Dongen, P.W.J.; de Groot, A.N.J.A. History of ergot alkaloids from ergotism to ergometrine. 
Eur. J. Obstet. Gynecol. Reprod. Biol. 1995, 60, 109–116. 
3. Mulac, D.; Humpf, H.-U. Cytotoxicity and accumulation of ergot alkaloids in human primary 
cells. Toxicology 2011, 282, 112–121. 
4. Mainka, S.; Dänicke, S.; Böhme, H.; Ueberschär, K.H.; Liebert, F. On the composition of ergot 
and the effects of feeding two different ergot sources on piglets. Anim. Feed Sci. Technol. 2007, 
139, 52–68. 
5. Mantegani, S.; Brambilla, E.; Varasi, M. Ergoline derivatives: Receptor affinity and selectivity.  
II Farmaco 1999, 54, 288–296. 
6. Mohamed, R.; Gremaud, E.; Richoz-Payot, J.; Tabet, J.-C.; Guy, P.A. Quantitative determination 
of five ergot alkaloids in rye flour by liquid chromatography-electrospray ionisation tandem mass 
spectrometry. J. Chromatogr. 2006, 1114, 62–72. 
7. Luzi, E.; Minunni, M.; Tombelli, S.; Mascini, M. New trends in affinity sensing: Aptamers for 
ligand binding. Trends Anal. Chem. 2003, 22, 810–818. 
8. Stoltenburg, R.; Reinemann, C.; Strehlitz, B. SELEX—A (r)evolutionary method to generate 
high-affinity nucleic acid ligands. Biomol. Eng. 2007, 24, 381–403. 
9. Torres-Chavolla, E.; Alocilja, E.C. Aptasensors for detection of microbial and viral pathogens. 
Biosens. Bioelectron. 2009, 24, 3175–3182. 
10. Michael, F. Oligonucleotide aptamers that recognize small molecules. Curr. Opin. Struct. Biol. 
1999, 9, 324–329. 
11. Van Dorst, B.; Mehta, J.; Bekaert, K.; Rouah-Martin, E.; de Coen, W.; Dubruel, P.; Blust, R.; 
Robbens, J. Recent advances in recognition elements of food and environmental biosensors:  
A review. Biosens. Bioelectron. 2010, 26, 1178–1194. 
12. Musheev, M.U.; Krylov, S.N. Selection of aptamers by systematic evolution of ligands by 
exponential enrichment: Addressing the polymerase chain reaction issue. Anal. Chim. Acta 2006, 
564, 91–96. 
13. Ellington, A.D.; Szostak, J.W. In Vitro selection of RNA molecules that bind specific ligands. 
Nature 1990, 346, 818–822. 
14. Hamula, C.L.A.; Zhang, H.; Li, F.; Wang, Z.; Chris Le, X.; Li, X.-F. Selection and analytical 
applications of aptamers binding microbial pathogens. Trends Anal. Chem. 2011, 30, 1587–1597. 
15. Djordjevic, M. SELEX experiments: New prospects, applications and data analysis in inferring 
regulatory pathways. Biomol. Eng. 2007, 24, 179–189. 
16. Wilson, W.D. Analyzing biomolecular interactions. Science 2002, 295, 2103–2105.  
17. Hušák, M.; Jegorov, A.; Brus, J.; van Beek, W.; Pattison, P.; Christensen, M.; Favre-Nicolin, V.; 
Maixner, J. Metergoline II: Structure solution from powder diffraction data with preferred 
orientation and from microcrystal. Struct. Chem. 2008, 19, 517–525. 
18. Xiao, P.; Lv, X.; Deng, Y. Immobilization of chymotrypsin on silica beads based on high affinity 
and specificity aptamer and its applications. Anal. Lett. 2012, 45, 1264–1273. 
Int. J. Mol. Sci. 2012, 13 17159 
 
 
19. Oster, J.; Parker, J.; à Brassard, L. Polyvinyl-alcohol-based magnetic beads for rapid and efficient 
separation of specific or unspecific nucleic acid sequences. J. Magn. Magn. Mater. 2001, 225, 
145–150. 
20. Hooker, J.M.; Reibel, A.T.; Hill, S.M.; Schueller, M.J.; Fowler, J.S. One-pot, direct incorporation 
of [11C]CO2 into carbamates. Angew. Chem. Int. Ed. 2009, 48, 3482–3485. 
21. Zuker, M. Mfold web server for nucleic acid folding and hybridization prediction. Nucl. Acids 
Res. 2003, 31, 3406–3415. 
22. Cruz-Aguado, J.A.; Penner, G. Determination of ochratoxin A with a DNA aptamer. J. Agric. 
Food Chem. 2008, 56, 10456–10461. 
23. Ogawa, A.; Tomita, N.; Kikuchi, N.; Sando, S.; Aoyama, Y. Aptamer selection for the inhibition 
of cell adhesion with fibronectin as target. Bioorg. Med. Chem. Lett. 2004, 14, 4001–4004. 
24. Huizenga, D.E.; Szostak, J.W. A DNA aptamer that binds adenosine and ATP. Biochemistry 
1995, 34, 656–665. 
25. Fialová, M.; Kypr, J.; Vorlíčková, M. The thrombin binding aptamer GGTTGGTGTGGTTGG 
forms a bimolecular guanine tetraplex. Biochem. Biophys. Res. Commun. 2006, 344, 50–54. 
26. Stojanovic, M.N.; de Prada, P.; Landry, D.W. Aptamer-based folding fluorescent sensor for 
cocaine. J. Am. Chem. Soc. 2001, 123, 4928–4931. 
27. McKeague, M.; Bradley, C.R.; de Girolamo, A.; Visconti, A.; Miller, J.D.; DeRosa, M.C. 
Screening and initial binding assessment of fumonisin B1 aptamers. Int. J. Mol. Sci. 2010, 11, 
4864–4881. 
28. Mehta, J.; Rouah-Martin, E.; van Dorst, B.; Maes, B.; Herrebout, W.; Scippo, M.-L.; Dardenne, F.; 
Blust, R.; Robbens, J. Selection and characterization of PCB-binding DNA aptamers. Anal. Chem. 
2012, 84, 1669–1676. 
29. Wilchek, M.; Bayer, E.A. The avidin-biotin complex in bioanalytical applications. Anal. Biochem. 
1988, 171, 1–32. 
30. Hamula, C.L.A.; Guthrie, J.W.; Zhang, H.; Li, X.-F.; Le, X.C. Selection and analytical 
applications of aptamers. Trends Anal. Chem. 2006, 25, 681–691. 
31. Liu, J.; Lu, Y. Preparation of aptamer-linked gold nanoparticle purple aggregates for colorimetric 
sensing of analytes. Nat. Protoc. 2006, 1, 246–252. 
32. Liu, J.; Lu, Y. Fast colorimetric sensing of adenosine and cocaine based on a general sensor 
design involving aptamers and nanoparticles. Angew. Chem. 2006, 118, 96–100. 
33. Rankin, C.J.; Fuller, E.N.; Hamor, K.H.; Gabarra, S.A.; Shields, T.P. A simple fluorescent 
biosensor for theophylline based on its RNA aptamer. Nucleos. Nucleot. Nucl. 2006, 25, 1407–1424. 
34. Diana di Mavingu, J.; Malysheva, S.V.; Sanders, M.; Larionova D.; Robbens, J.; Dubruel, P.;  
van Peteghem, C.; de Saeger, S. Development and validation of a new LC-MS/MS method for the 
simultaneous determination of six major ergot alkaloids and their corresponding epimers. 
Application to some food and feed commodities. Food Chem. 2012, 135, 292–303. 
© 2012 by the authors; licensee MDPI, Basel, Switzerland. This article is an open access article 
distributed under the terms and conditions of the Creative Commons Attribution license 
(http://creativecommons.org/licenses/by/3.0/). 
